Fr m: 

Sent: 

To: 

Subject: 



Steadman, David (AU1652) 
Tuesday, August 20, 2002 1:10 PM 
STIC-ILL 

literature request for 09/815,533 



Art Unit: 1652 
Office: 10D-04 
Mailbox: 10C-01 M3 
Case Serial #:09/815,533 

Please provide the following references: 

1) J Chromatogr 1990 Feb 23; 525(2): 297-306 

Purification of urokinase by combined cation exchanger and affinity chromatographic cartridges 
Hou KC, Zaniewski R. 3 

/ 2) Purification of high-molecular-weight and low-molecular-weight urokinase and kinetic studv 
/ Sun, Tian-Xiao; Wang, Hong-Mei; Xu, Chang-Fa 
(^ Shengw u Huaxue Zazhi (1997), 13(3), 344-349 

3) Isolation, purification and comparative studies of certain properties of high- and low-molecular-weight urokinases of 
numan urine. 3 

Sun, Leqin; Zhang, Hongzu; Zhu, Dexu 

Shengwu Huaxue Yu Shengwu Wuli Xuebao (1984), 16(3), 303-6 

4) J Biochem (Tokyo) 1981 Jul;90(l):225-32 

A comparative study of high molecular weight urokinase and low molecular weight urokinase 
Nobuhara M, Sakamaki M, Ohnishi H, Suzuki Y. 

5) Enzyme 1981;26(4):221-4 

Kinetic studies of three different molecular forms of urokinase for the activation of native human plasminogen 
Toki N, Takasugi S, Sumi H. 

6) Thromb Haemost 1983 Apr 28;49(2):91-5 

Purification of high molecular weight urokinase from human urine and comparative study of two active forms of urokinase. 
Shibatani T, Kakimoto T, Chibata I. 

7) Thromb Haemost 1982 Jun 28;47(3): 197-202 

Rapid isolation of high molecular weight urokinase from native human urine 
Huber K, Kirchheimer J, Binder BR. 

8) Chem Pharm Bull (Tokyo) 1981 Feb;29(2):463-71 

Comparative studies on two active enzyme forms of human urinary urokinase. I. Purification by serial column 
chromatography and homogeneity analyses of molecular weight and isoelectric point. 
Miwa N, Takayanagi H, Suzuki A. 



Thank you, 
David J. Steadman 

Art Unit 1652 
CM1, 10D-04 
308-3934 



c 




1 



04348141X 






#13**3 

1997 ^ 6 H 



± m ft ^ * * 

Chinese Biochemical Journal 



[S3 



Vol. 13 , No. 3 
Jun... 1997 




|>^f ££c$ 

(it **.**6**«*tt**B*««**A***' llb * 100871) 

J* ,LUK « 3. 5X10= lU/mg 70**-t.* SDS-PAGE 

- « » * * * ft, » « * * HUK « *- * 64 ^° l/L ' W * 15 S ' 
49Hmol/L,^,^ 13 ."MAJK ttfrtt.tt+Cfc./K-)*** HUK. 

HUK » LUK,SEft#li!SI».a*ei*- Marquard.-Levenberg f 

huk ifn luk 6<i*RS6**#!S- 
l *tfi*3*i* 



@£.863tt«fM!@ (863-103-21-02) 
ttfll 0 8J ■ 1996-05-01. OH 0 JH ,1996-08-02 



344 



RETURN this (oa 
»12, Columbus, 
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1. 5 $?||*-Sepharose 6B 3t*Qtt*6ft UK 0. 1 mol/LNaH 2 P0 4 -Na 2 HP0 4 , 

0. 4 mol/L NaCI,pH7. 0,^M^?tfM* 0. 1 mol/L NaAc-HAc,0. 4 mol/L NaCl,pH4. 0. ^cjgfc 
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Fig. 1 Benzamidine— Sepharose 6B chromatography of 
crude UK 

Crude UK was applied on the equilibrated Benzamidine- 
Sepharose 6B column (10 X 150mm) at the flow rate of 
12 ml/h . After washing the column by the equilibration 
buffer, start to elute UK by elution buffer. Fractions of 
2. 3ml were collected. The equilibration buffer contained * 
a.lmol/L' NaH 2 P0 4 -Na 2 HP0 4 , 0. 4mol/L NaCl, 
pH7. 0. The elution buffer contained 0/ 1 mol/L NaAc- - 
HAc,0:4mol/L NaCl (pH4.p) i . : 
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i g.mkM&8»&¥ so mi mm7K^,.n'm^m^,±mm^mwk^,m 

0. 45 jon £¥JKtttf 
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5-13 1f#j!B:fr(~20ml) SephadexG-25 Bfcft, ± SP ff. SP ttBSSfeMYftfRM 

, ±#^m f my^m^ss , (Fig. 2) , iBc^ejEjR *$. 

WS#(Fig. 3),ifcjg Fig. 2 Hf l(MfmS| 65~80ml)*.LUK,i|fc|£Jl* 3(|g 14 5-1 76ml * 
HUK. SDS-PAGE ^^(Fig. 4)M ,HUK ft LUK'^S^^^ ^S^jSOft S4kD >ffl 
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Fig. 2 Proteih-Pak SP chromatography of partial purified UK 

Partial purified UK was applied on Protein-Pak SP column(10X 100 mm)at the flow rate Iml/min. Buffer A:0. 1 mol/ 
L NaAc-HAc,pH5. 0, Buffer B: buffer A with lmol/L NaCl. The column was eluted with a linear gradient from buffer 
A to 50 % buffer B in 240 minutes. Peak 1 is LUK.Peak 2 is the degraded product of HUK and Peak 3 is HUK 
i4 28 o; •— • Activity; NaCl 
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Fig. 3 SDS-PAGE of UK eluted from the Protein-Pak SP column 

A and B:Uw-molecuiar-weight protein markers. Fractions 1 -^corresponding to range of 63rd-80th ml elution vol- 
ume in Fig. 2),6-lKl0th-126th ml)and 13- 17 (139th- 17.6th ml)were LUK»the degraded product of HUK and 
HUK, respectively - - 

2.9 X 10 5 IU/mg ge .LUK 3. 5X 10 5 IU/mg Table 1. 

2.2/1 uk s^w'/c-fiswi . ^^mn^n^Mj^iu^M^^.n^ 

. ft^g v= V m [S]/(X m +[S]) M Marquardt-Levenberg JH V Xt[S]# 
*^ttm-gr»5JTiffW«l^SI*(Fig. 5) iHUK,/C ro = 63. 2 Mmol/L,y B = 73. 2 nmot • L" 1 • 
s - 1 ;LUK,K m =49.4 nmol/L,y m = 45. 8>mol • L" 1 • s" 1 . 

Table 1 The results of UK purification ; 
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Fig. 6 V m —[E]plot of hydrolysis of S 2t4 4by HUK and LUK 
(A) HUK . (B) LUK 
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^Purification of High-molecular- weight and Low-molecular- 1 weight 
w Urokinase and Kinetic Study 



Sun Tian-Xiao Wang Hong-Mei^ Xu Chang-Fa 

{The National Laboratory of Protein Engineering and Plant Gene Engineering , 

Peking U niversity , Beijing 100871) Ch 

Abstract High-molecular- weight urokinase (HUK)and low-molecular- weight urokinase (LUK) 
were purified from crude human urokinase by benzamidine affinity chromatography followed by 
SP ion-exchange chromatography. The specific activity determined by fibrin plate of HUK is 2. 9 
X 10 s IU/mg protein and LUK is 3. 5 X 10 5 IU/mg protein. The total yield of the purification is 
above 70%. The purified HUK and LUK migrated as single bands of 54kd and 3 3kd' respective- 
ly. The kinetic constants of the purified HUK and LUK toward peptide substrate S 244 4 were inves- 
tigatediFor HUK,K m is 64 ^moi/L,^ t isT5 s _1 ,And for LUK ,K m is 49 jxmol/L,fcit"is'13 s"\ 
The catalytic efficiency (lht/K' m ) of. LUK is slightly higher than that of HUK. 
Key words : High-molecular- weight urokinase, "Low-molecular- weight urokinase \ Purification, 
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